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Abstract: Protein kinases are a large class of enzymes with numerous biological roles and many have
been implicated in a vast array of diseases, including cancer and the novel coronavirus infection
COVID-19. Thus, the development of chemical probes to selectively target each kinase is of great
interest. Inhibition of protein kinases with ATP-competitive inhibitors has historically been the most
widely used method. However, due to the highly conserved structures of ATP-sites, the identification
of truly selective chemical probes is challenging. In this review, we use the Ser/Thr kinase CK2 as an
example to highlight the historical challenges in effective and selective chemical probe development,
alongside recent advances in the field and alternative strategies aiming to overcome these problems.
The methods utilised for CK2 can be applied to an array of protein kinases to aid in the discovery of
chemical probes to further understand each kinase’s biology, with wide-reaching implications for
drug development.
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1. Introduction
Protein kinases are a large class of enzymes which add a phosphate group from ATP
to serine, threonine or tyrosine residues in other protein substrates [1]. The vast majority
of cellular signalling pathways and processes are regulated by the phosphorylation of
proteins carried out by protein kinases [2,3]. As such, it is unsurprising that protein kinases
have become key targets for pharmaceutical development for a wide range of diseases, the
most extensively studied being cancer [1,4,5]. According to the protein kinase inhibitor
database (PKIDB), as of January 2021 there were 63 FDA-approved drugs targeting protein
kinases, in addition to a further 186 compounds in clinical trials; 8 of the drugs were
approved by the FDA in 2020, highlighting the rapidly evolving nature of the field [6,7].
It is estimated that 30–50% of proteins may undergo phosphorylation [2,8]. Phos-
phorylation by protein kinases has a multitude of effects including, but not limited to,
regulation of enzyme activity. The human genome contains 518 genes that encode for
serine/threonine/tyrosine kinases, each with specific substrate specificity, activity and
stability; as one of the largest protein families, protein kinases make up around 2% of
the entire human protein-encoding genome [9–11]. Protein kinases can be identified by
their conserved catalytic domains, with the structure of the ATP binding site in particular
showing great similarity between all kinases [12].
1.1. Structure of the ATP Binding Site of Protein Kinases
The catalytic domain of protein kinases consists of two parts, the N-and C-terminal
subdomains; it is between these two subdomains, which are connected by a hinged linker,
that the ATP-site is formed. The N-terminal subdomain is mainly comprised of β-strands
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which close off the top of the active site, as well as a crucial α-helix, (αC); the C-terminal
subdomain predominantly consists of α-helices (Figure 1). A “gatekeeper” residue in
β-strand 5 (β5) and a Lys in β3 form a divider, or a “gate”, between the front and the back
of the catalytic pocket (Figure 1). Access to the back of the pocket is controlled by the
gatekeeper residue. If the gatekeeper is small (e.g., Ala) the back of the pocket is accessible;
however, if it is a bulky residue (e.g., Phe), entry to the back of the catalytic pocket is
obstructed. The Lys residue in the β3 strand (Figure 1) is conserved in all kinases and is
necessary for the catalytic activity of the enzymes; the Lys helps to secure the phosphates
of ATP in the active site [13–17]. The hinged linker contains a highly conserved Gly rich
motif (GXGXδG where δ is usually Tyr or Phe) (Figure 1). The small size of the Gly residues
allows the linker to come into close proximity with ATP and favourable interactions are
formed between the peptide backbone and the phosphate groups of ATP [15–17].
Figure 1. Crystal structure of the protein kinase CK2 α-subunit with ADP bound in the catalytic
site (PDB: 6YPN). α-helices are in red; β-strands are in cyan; the activation segment is in dark grey;
the hinge region is in blue; the conserved Lys in the β3-strand (Lys68) is in magenta; the gatekeeper
residue in the β5-strand (Phe113) is in orange.
1.2. Problems with ATP-Competitive Inhibitors
Due to the well understood structure of the ATP sites of numerous protein kinases,
as well as the obvious effect on catalytic activity of the site, the development of ATP-
competitive protein kinase inhibitors has been an active field over the past few decades.
However, due to the highly conserved nature of the ATP-site, selective inhibition of protein
kinases via active site inhibitors is extremely challenging to achieve [18,19]. A large number
of inhibitors targeting the ATP-site bind with donor-acceptor interactions to the conserved
hinge region of the protein that naturally binds the adenine moiety of ATP; binding
to this region can produce strong interactions but often leads to more indiscriminate
inhibitors [20].
One of the first ATP-competitive inhibitors identified was staurosporine, a microbial
alkaloid which in 1986 was found to inhibit protein kinase C (PKC, IC50 = 2.7 nM) [21].
At the turn of the century, many cell permeable protein kinase inhibitors were regarded
as “selective” and were being used in cell assays to investigate the biological roles of the
protein kinases they target. However, in 2000 Davies et al. investigated the selectivity of
28 commercially available “selective” protein kinase inhibitors and found that, excluding
rapamycin and PD 184352, all other inhibitors affected at least one other protein kinase,
with most altering the activity of multiple. They also highlighted that it is frequently not
just closely related kinases in the same family that are affected [22]. These results were
further built upon by Karaman et al. who screened 38 kinase inhibitors against 317 kinases.
Astonishingly, they identified staurosporine as a strong inhibitor of over 90% of the kinase
panel tested and thus, it was deemed to be a pan-kinome inhibitor [18]. Although this
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is an extreme example, it highlights the great similarity amongst the kinome and the
promiscuous nature of many ATP-competitive inhibitors.
An alternative method of ATP-site inhibition developed by the Shokat group involves
mutating the highly conserved gatekeeper residue of a protein kinase to a small Gly or
Ala to create a uniquely targetable mutant kinase [23,24]. This in theory facilitates the
identification of specific inhibitors for each kinase. However, the inhibitors are typically
only effective against the mutant kinases and thus, although an effective method for
specifically modulating the activity of individual kinases, it does not represent a valid
therapeutic strategy at this time.
Despite the challenges in their development, successful ATP-competitive protein
kinase inhibitors have been developed, with more recently being approved for clinical use
by the FDA [25–29]. However, the majority of these compounds have undesirable side
effects and are used for the second-line treatment of cancers, where initial treatments have
been unsuccessful [25–31]. These compounds are of great clinical importance; however,
the ultimate goal is the development of fully selective inhibitors with minimal off-target
effects, making for a highly targeted therapeutic which is applicable in more than just
the worst-case scenarios. Additionally, effective chemical probes for a wide variety of
proteins are required to thoroughly investigate biological pathways; compounds deemed
sufficiently selective as therapeutic agents may still not be effective chemical probes,
providing convoluted results arising from the modulation of the activity of more than
one protein. As such, highly selective molecules are needed to successfully determine the
specific roles that different proteins play in the biochemistry of living organisms.
1.3. Protein Kinase CK2
Casein kinase 2, now commonly known as CK2, is a ubiquitous serine/threonine kinase
belonging to the CMGC group of kinases [32,33]. CMGC kinases are typically involved in cell-
cycle regulation, cell signalling, cell communication and cell growth [34]. CK2 phosphorylates
over 300 substrates and, as with other CMGC kinases, has multiple roles in the cell cycle,
including in cell growth, proliferation and survival [35–37]. Interestingly, unlike most other
protein kinases, CK2 is constitutively active; it does not require phosphorylation to exert its
function [38]. One of CK2′s key roles in the cell is as an anti-apoptotic protein and, as such, it
is seen to be overexpressed in a wide variety of cancerous tumours including, but not limited
to, lung, colorectal and prostate cancers [39–42]. Both healthy and cancer cells make use of
CK2, however, cancer cells are particularly sensitive to CK2 inhibition due to the absence
of alternative pathways to compensate for its downregulation [38,43,44]. Promisingly, a
first-in-class small molecule inhibitor, CX-4945, is currently in phase II clinical trials for
the treatment of cholangiocarcinoma [45]. It should also be noted that, although the role
of CK2 in cancer has been the most widely studied, CK2 is also implicated in many other
diseases, including COVID-19 [46,47].
CK2 has a heterotetrameric quaternary structure made up of two catalytic kinase
subunits (α and/ or α’) and two regulatory subunits (β) (Figure 2) [42,43,48]. CK2α and
CK2α’ are coded for by distinct genes and differ in their sequences mostly at the C-terminus
(CK2α has a longer C-terminal extension). They both act as catalytic units in their own
right and can come together in any combination to form the heterotetrameric holoenzyme,
i.e., ααββ, α’αββ, α’α’ββ [49]. The β subunits control the substrate specificity and cellular
localisation of the enzyme, as well as providing stability, while the α subunits phosphory-
late the enzyme’s substrates [50]. The structure of the catalytic subunit resembles that of a
generic protein kinase, as described previously (Figure 2).
CK2α exists only in an active conformation without the need for upstream phos-
phorylation, unlike the majority of protein kinases which have an “on” and “off” form,
reflecting its constitutive activity. The N-terminal region links the two subdomains and
crosses the catalytic site, forming favourable interactions with both the activation segment
(Asp175 to Glu201, (Figure 1)) and a basic cluster of residues in the αC helix that recognise
its substrates (Lys74 to Lys83, (Figure 2)), stabilising the active conformation; the close
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contacts of the N-terminal region and activation segment are unique to CK2 and may
contribute to the constitutive activity of the protein [51].
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site and the key interactions between residues in the ATP-site of CK2α and the ATP-competitive inhibitor CX-4945. (a)
Heterotetrameric quaternary structure of CK2 with AMPPNP bound in the ATP-site of CK2α (PDB: 1JWH). The catalytic α
subunits are shown in grey and in ribbon form; α-helices are shown in red and β-strands are shown in cyan in the ribbon
form; the regulatory β subunits are shown in purple and green. (b) Structure of CK2α with ADP bound in the ATP-site (PDB:
6YPN). (c) Structure of ATP-competitive inhibitor CX-4945 bound in the ATP-site of CK2α (PDB: 3NGA). CX-4945 is shown
in green. Residues which form hydrogen bonds with the inhibitor are shown in cyan with the distances between the residues
and the inhibitor shown in Å; residues w ich form va der Waals interactions with inhibitor re s own in purple.
The structure of the ATP site has led to it historically being the main site for which
inhibitors were developed [52,53]. The heat maps in Figure 3 quantitatively highlight that
th vast majority of CK2 inhibitors deve oped to date b d o the ATP-site of CK2α, a
handful to areas surrounding the ATP-site and almost none to t e opposite face of CK2α
(Figure 3a). T e con titutive nature of the protein m ans that the structure is always ready
to accept an ATP-like molecule [54]. Additionally, the knowledge of the structure of both
the active site and its natural partners, ATP or GTP, removes the problems associated with
de novo inhibitor design [55,56]. As such, many ATP-competitive inhibitors of CK2 have
been identified to date, including the orally available s all molecule CX-4945 (Figure 2)
which is currently in phase II clinical trials for the treatment of cholangiocarcinoma [45,57].
This review focuses on the most influential ATP-competitive inhibitors developed
for the protein kinase CK2, their syntheses, advantages and disadvantages and the new
approaches being utilised to render ATP-competitive inhibitors more successful. To the
best of our knowledge, this is the only review that covers the discoveries in the field that
have taken place in the last eight years [58].
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Figure 3. Heat map showing where known ligands bind to CK2α. 180 crystal structures of CK2α with ligands (excluding
nucleotides binding to the ATP site) were analysed and interactions of the ligands with the kinase mapped. (a) Surface of
CK2α (PDB: 5CU6) is coloured based on the number of ligands that are found within 4 Å of any atom in the underlying
residue. Darkest red shows residues that contact ligands in 150 structures while grey residues make no direct ligand
interactions, with green and yellow representing intermediate values. In (b) ADP molecule is shown as light blue sticks
for reference. Residues with atoms which are frequently found within 4 Å of a ligand are shown in green, yellow, orange
and red reflecting the number of structures in which this proximity was identified; key binding residues also frequently
identified as being in close proximity to inhibitors ligands have been labelled.
2. History of ATP-Competitive Inhibitors of CK2
Over the past two decades, a vast amount of work has gone into developing potent
and cell permeable ATP-competitive inhibitors for CK2. The most influential inhibitors
previously developed can broadly be broken down into four main classes:
1. Halogenated compounds such as DRB and its derivatives [59,60]
2. Condensed polyphenolic compounds such as emodin and its derivatives [61,62]
3. Pyrazolo-triazines and pyrazolo-pyrimidines [63,64]
4. Indoloquinazolines such as CX-4945 [65]
The chronology of the most significant inhibitors developed thus far is detailed in
Figure 4.
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2.1. DRB
5,6-dichloro-1-β-D-ribofuranosylbenzimidazole (DRB) is a nucleoside analogue, first
identified as being biologically active in 1954 [66]. The synthesis of DRB is well known in
the literature with multiple facile routes reported, one of which is shown in Scheme 1 [67].
Scheme 1. A synthetic route to 5,6-dichloro-1-β-D-ribofuranosylbenzimidazole (DRB). (a) N,O-
bis-(trimethylsilyl)-acetamide, trimethylsilyl trifluoromethanesulfonate, MeCN, 130 ◦C, 5 min, mi-
crowave irradiation; (b) NH3, MeOH, 50 °C, 16 h [67].
The inhibition of CK2 by DRB was detailed by Zandomeni et al. in 1986 [59]. However,
DRB displays only modest activity against CK2 (IC50 = 15 µM) [59] and is capable of inhibit-
ing multiple other kinases, such as CK1, with comparable efficacy [68]. In addition to this,
DRB was also found to bind to the CK2α/β interface [69]. As such, due to its promiscuity
both in binding to CK2 and other kinases, DRB has limited use today. Nevertheless, since
its discovery, DRB has been the starting point of many studies to develop more potent and
selective CK2 inhibitors, and many of the most widely used CK2 ATP-site inhibitors used
currently are derived from DRB.
2.2. TBB
The first major advance on DRB came from two primary improvements being made:
the removal of the sugar moiety and the replacement of the chlorine atoms with bulkier
bromines leading to the development of 4,5,6,7-tetrabromo-1H-benzotriazole (TBB) [70].
The synthesis of TBB was first described by Wiley and Hussung in 1957 by the combination
of bromine and nitric acid with benzotriazole (Scheme 2) [71].
Scheme 2. Synthesis of 4,5,6,7-tetrabromo-1H-benzotriazole (TBB) [71].
Despite its somewhat simplified structure, TBB has a greatly improved potency com-
pared to DRB (Ki = 0.40 vs. 4.50 µM, respectively) [60]. It was originally believed that TBB
was selective for CK2, as deemed against a panel of 30 kinases [72]. However, since then,
the kinase panel available for testing has drastically increased [73] and in a subsequent
screen against a panel of 70 protein kinases, seven were inhibited significantly (>90%,
10 µM of TBB) and six of these were inhibited more strongly than CK2 itself, which had 6%
residual activity [74]. Another concern with TBB is the possibility of cumulative toxicity
arising from its large number of halogen atoms although, thus far, this issue has not been
seen and TBB was not found to be toxic to mice [52,75]. Despite its shortcomings, TBB was
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a drastic improvement on DRB and has been widely used in vitro and in vivo to gain a
greater understanding of the biological role of CK2 [76–78].
2.3. TBI (TBBz) and DMAT
TBI (4,5,6,7-tetrabromobenzimidazole, also known as TBBz) is synthesised under the
same conditions as TBB (Scheme 3) [79] and was first discovered as a CK2 inhibitor by
Szyszka et al. in 1995 [70]. It was later revisited as a possible CK2 inhibitor simultaneously
by Andrzejewska et al. and Zień et al. in 2003 [79,80]. TBI was found to be more active than
the previous best inhibitor TBB (Table 1), as well as more selective, in particular against
PK60S [79,80].
Scheme 3. Synthesis of 4,5,6,7-tetrabromobenzimidazole (TBI) [79].
A subsequent systematic structure-activity relationship study conducted on TBI
and its derivatives by Pagano et al. led to the development of 2-dimethylamino-4,5,6,7-
tetrabromo-1H-benzimidazole (DMAT) [81], which is significantly more potent than TBB
(Table 1), particularly in cells [82,83]. DMAT can be synthesized in three steps from
2-mercaptobenzimidazole via the complete bromination of the imidazole followed by
installation of the dimethylamine functionality (Scheme 4) [80,81].
Due to its significantly improved activity compared to TBB (Table 1), DMAT became
the main ATP-competitive CK2 inhibitor used after its development and analysis in the
early 2000s [84–87]. However, DMAT and TBI have both been shown to strongly inhibit
PIM1, PIM2, PIM3, PKD1, HIPK2 and DYRK1a (all 10% or less residual activity with 10 µM
of inhibitor), as well as cyclin A/CDK2 (~20% residual activity with 10 µM of inhibitor).
TBB is more selective toward CK2, although it too has been found to inhibit PIM1 and
PIM3 (<10% residual activity with 10 µM and 1 µM of inhibitor) [74]. Both DMAT and TBB
have been widely used as inhibitors of CK2, although it is clear that a compromise between
activity and selectivity must be made when using either of these compounds for biological
analysis.
Scheme 4. Synthesis of DMAT. (a) HBr, Br2, 1 h, 5–10 ◦C; (b) Br2, H2O, 24 h; (c) 30% ethanolic
NHMe2, 110–115 °C [80,81].
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Table 1. Comparison of the structures and activities of CK2 ATP-competitive inhibitors DRB, TBB,
TBI and DMAT [60,82].
Compound Structure CK2 Ki (µM)
DRB
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μM of inhibitor), as well as cyclin A/CDK2 (~20% residual activity with 10 μM of inhibi-
tor). TBB is more selective toward CK2, although it too has been found to inhibit PIM1 
and PIM3 (<10% residual activity with 10 μM and 1 μM of inhibitor) [74]. Both DMAT and 
TBB have been widely used as inhibitors of CK2, although it is clear that a compromise 
between activity and selectivity must be made when using either of these compounds for 
biological analysis. 
Table 1. Comparison of the s ructures nd activities of CK2 ATP-competitive inhibitors DR , TBB, 
TBI and DMAT [60,82]. 














Polyphenolic compounds, such as emodin (Figure 5), are common natural products 
that can be isolated from a variety of plants. The first polyphenol to be identified as a CK2 
inhibitor was emodin which, up until this point, was known as an inhibitor of protein 
tyrosine kinases with IC50′s of 10–20 μM [62,88,89]. However, it was discovered in 1999 
that emodin was more active against CK2 (IC50 = 2 μM, Ki = 7.2 μM) [61]. It should be 
noted here that some studies have classed polyphenols and quinone derivatives as pan-
assay interference compounds (PAINs) [90,91]. However, typically entire classes of com-
pounds do not exhibit this behaviour, rather a select few [92]. Nevertheless, this may begin 
to explain the somewhat promiscuous activity of emodin. 
A range of studies have aimed to improve the polyphenolic inhibitors of CK2, most 









Polyphenolic compounds, such as emodin (Figure 5), are common natur l products
that can be isolated from a variety of plants. The first polyphenol to be identified as a CK2
inhibitor was emodin which, up ntil this point, was known as an inhibitor of protein
tyrosine kinases with IC50′s of 10–20 µM [62,88,89]. However, it was discovered in 1999 that
emodin was more active against CK2 (IC50 = 2 µM, Ki = 7.2 µM) [61]. It should be noted
here that some studies have classed polyphenols and quinone derivatives as pan-assay
interference compounds (PAINs) [90,91]. However, typically entire classes of compounds
do not exhibit this behaviour, rather a select few [92]. Nevertheless, this may begin to
explain the somewhat promiscuous activity of emodin.
A range of studies have aimed to improve the polyphenolic inhibitors of CK2, most
notably identifying compounds 1,8-dihydroxy-4-nitroxanthen-9-one (MNX), 8-hydroxy-4-
methyl-9-nitrobenzo[g]chromen-2-one (NBC), and 3,8-dibromo-7-hydroxy-4-methylchromen-
2-one (DBC) (Figure 5) [62].
Figure 5. Structures of polyphenolic ATP-competitive inhibitors of CK2: emodin, MNX, NBC, DBC
and quinalizarin [62,88,93].
All three compounds exhibit improved activity compared to emodin as summarised
in Table 2. DBC is the most potent analogue, however, it is poorly selective. DBC was found
to significantly inhibit DYRK1a, MAPKAP-K1a, MSK1, and PRAK whereas MNX and NBC
were much more selective; MNX only significantly inhibited one other enzyme, DYRK1a
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by 49%, and NBC did not inhibit any other proteins by more than 40% [62]. However, this
study only screened the compounds against a panel of around 30 kinases and it is currently
not known if they are equally selective against the rest of the kinome. MNX and NBC were
tested in cells and shown to be equally effective at inducing cell death as TBB (DC50 = 17,
18 and 17 µM, respectively, Jurkat cells) [62].
Another polyphenolic compound structurally related to emodin is quinalizarin (1,2,5,8-
tetrahydroxy-anthraquinone), identified as a CK2 ATP-site inhibitor through a computa-
tional screen [93]. Although structurally very similar to emodin, the activity of quinalizarin
is significantly greater than that of its predecessor, as shown in Table 2. In addition to
its high activity, quinalizarin also displays good selectivity; when tested against a panel
of 72 kinases, quinalizarin only strongly inhibited CK2 (7% residual activity, 1 µM of
quinalizarin), with no other kinase inhibited over 50% [93]. Finally, quinalizarin was shown
to successfully induce apoptosis in HEK293T cells and was faster acting than TBB [93].
Thus, it represents the most promising candidate to date from the polyphenolic class of
CK2 ATP-competitive inhibitors. Nevertheless, its activity against a larger proportion of
the kinome still needs to be evaluated.
Table 2. Comparison of IC50 and Ki values for emodin and its improved derivatives [61,62,93].
Emodin was tested at 10 µM on a panel of 33 kinases; CK2 was only inhibited by 49% [60]. MNX,
NBC and DBC were tested at 10 µM against a panel of 33 kinases [62]. Quinalizarin was tested at
1 µM on a panel of 75 kinases [93].
Compound IC50 (µM) Ki (µM)
Number of other Proteins Inhibited > 40%
(Concentration Tested)
Emodin ~2 7.2 2 (10 µM)
MNX 0.40 0.80 1 (10 µM)
NBC 0.30 0.22 0 (10 µM)
DBC 0.10 0.06 4 (10 µM)
Quinalizarin 0.11 0.055 1 * (1 µM)
* Quinalizarin was tested on a panel of 75 kinases; emodin, MNX, NBC and DBC were tested against 33 kinases.
2.5. Pyrazolo-Triazines and Pyrazolo-Pyrimidines
A new series of pyrazolo-triazines were designed as CK2 inhibitors by Nie et al. in
2007 [63]. A co-crystal structure of CK2 with a pyrazolo-triazine, herein referred to as
PT1 (synthesis outlined in Scheme 5), indicated that the adenine binding site of CK2 was
occupied by the pyrazolo-triazine core and the inhibitor was secured in the ATP-binding
site by two hydrogen bonds in the hinge region of the protein [63].
Scheme 5. Synthetic route to the pyrazolo-triazine ATP-competitive CK2 inhibitor PT1. (a)
(CO2Et)NCS, EtOAc/benzene, rt; (b) MeI, NEt3, THF; (c) DBU, DMF; (d) Aniline, 90 ◦C; (e) POCl3,
reflux; (f) Aniline, iPr2NEt, NMP, 50 ◦C; no yields available as compounds were synthesised in
96-deep well plates and used without purification [63].
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Structure-activity relationship studies on PT1 led to the development of three lead
compounds, differing in the substituent on one of the phenyl rings, namely methyl piperi-
dine (PT2), a pyrrolidinyl amide (PT3) and N,N-diethylamide (PT4). All three compounds
had nanomolar Ki’s for CK2 but were only micromolar inhibitors of cell growth in both
HCT116 and PC3 cell lines when tested in an MTT assay (Table 3) indicating that the physic-
ochemical properties of the series required improvement to diminish this discrepancy [63].
Subsequent optimisation of the series led to the development of a second generation
of pyrazolo-triazine inhibitors, including PT5 (Table 3) [94]. The planarity of the original
compounds was decreased by macrocylisation with an alkyl side chain. This reduction in
flatness appeared to successfully aid the compound’s cellular permeability and, despite
a 10-fold reduced Ki compared to the previously developed compounds, PT5 displayed
comparable growth inhibition of cells (Table 3). Thus, the drop-off in activity between
enzymatic and cellular assays was reduced [63,94]. Optimisation of the second genera-
tion’s binding affinity may lead to the development of potent and cell permeable CK2
inhibitors. However, to date, no such optimisation of constrained pyrazolo-triazines has
been published. Additionally, no data are currently available on the selectivity profiles of
the compounds.
Table 3. Comparison of the Ki’s and IC50′s (HCT116 and PC3) of four pyrazolo-triazine CK2 inhibitors:
PT2, PT3, PT4 and PT5 [63,94].
Compound CK2 Ki (nM) HCT116 IC50 (µM) PC3 IC50 (µM)
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A similar class of compounds, pyrazolo-pyrimidines, were identified by Dowling et 
al. using a kinase-focused subset screening approach followed by structure-activity rela-
tionship studies and crystallography to guide further development [64]. This optimisation 
ultimately led to the identification of a lead candidate, 7h (herein referred to as AZ-7h) 
(Figure 6), which has picomolar binding to CK2 (Kd = 6.33 pM) and nanomolar activity in 
cells (GI50 = 10 nM, HCT116 cells) [64,95]. Unfortunately, data for direct comparison with 
the pyrazolo-triazine series are not available. However, the compound’s selectivity was 
tested against a panel of 402 kinases and AZ-7h showed modest selectivity, with 12 ki-
nases being inhibited by >50%, all of which were members of the CMGC family. Although 
displaying limited off-target activity, AZ-7h was active in the 10–20 nM range against 
Dapk2 and Dapk3 [95]. In vivo mouse studies showed poor oral bioavailability of AZ-7h, 
but therapeutic compound concentrations were achieved with intravenous and intraper-
itoneal injections, and the compound exhibited dose-dependent tumour growth inhibition 
[95]. The promising results of AZ-7h suggest that further optimisation of the pyrazolo-
pyrimidine inhibitors should be strongly considered, with a focus on decreasing the ac-
tivity against Dapk2 and Dapk3. 
 
Figure 6. Depictions of the binding mode of AZ-7h in the ATP-site of CK2α and the chemical 
structure of AZ-7h. (a) Crystal structure of AZ-7h bound in the ATP active site of CK2α (PDB: 
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ship studies and crystallography to guide further development [64]. This optimisation
ultimately led to the identification of a lead candidate, 7h (herein referred to as AZ-7h)
(Figure 6), which has picomolar binding to CK2 (Kd = 6.33 pM) and nanomolar activity
in cells (GI50 = 10 nM, HCT116 cells) [64,95]. Unfortunately, data for direct comparison
with the pyrazolo-triazine series are not available. However, the compound’s selectivity
was tested against a panel of 402 kinases and AZ-7h showed modest selectivity, with 12
kinases being inhibited by >50%, all of which were members of the CMGC family. Al-
though displaying limited off-target activity, AZ-7h was active in the 10–20 nM range
against Dapk2 and Dapk3 [95]. In vivo mouse studies showed poor oral bioavailability
of AZ-7h, but therapeutic compound concentrations were achieved with intravenous and
intraperitoneal injections, and the compound exhibited dose-dependent tumour growth
inhibition [95]. The promising results of AZ-7h suggest that further optimisation of the
pyrazolo-pyrimidine inhibitors should be strongly considered, with a focus on decreasing
the activity against Dapk2 and Dapk3.
Figure 6. Depictions of the binding mode of AZ-7h in the ATP-site of CK2α and the chemical
structure of AZ-7h. (a) Crystal structure of AZ-7h bound in the ATP active site of CK2α (PDB: 5H8E).
Residues which form hydrogen bonds to the inhibitor are shown in cyan and the lengths of the
hydrogen bonds given in Å. (b) Chemical structure of the pyrazolo-pyrimidine CK2 inhibitor AZ-7h.
2.6. CX-4945
CX-4945 (also known as Silmitasertib, ClinicalTrials.gov identifier: NCT02128282
(accessed on 27 June 2017)) was developed as an orally bioavailable CK2 inhibitor in 2010
by Siddiqui-Jain et al. [50]. Its synthesis was detailed in a patent by Cylene Pharmaceuticals
Inc and is a 5-step route starting from 3-bromoisonicotinic acid (Scheme 6) [96].
Scheme 6. Synthetic route to CX-4945 as developed by Cylene Pharmaceuticals Inc. (a) EtOH,
H2SO4 conc, reflux, 12 h; (b) 2-amino-4-methoxycarbonyl-phenylboronic acid, sodium acetate, 1,1′-
bis(diphenylphosphino)ferrocene palladium (II) chloride, DCM, 125 ◦C, 12 h; (c) POCl3, reflux, 2 h;
(d) meta-chloroaniline, N-methyl pyrrolidinone, 80 ◦C, 2 h; (e) NaOH, MeOH, 50 ◦C, 30 min [96].
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CX-4945 is a potent CK2 inhibitor (IC50 = 1 nM, Ki = 0.38 nM) [50] and it is postulated
that its strong binding affinity arises from the formation of an ionic bridge with Lys68, in
addition to hydrophobic interactions and hydrogen bonding with the hinge region of the
active site [97]. The selectivity of CX-4945 was tested against a panel of 238 protein kinases,
at a concentration 500-times greater than its IC50 against CK2, and seven kinases were found
to be inhibited by over 90% [50]. However, despite the observed selectivity at relatively low
concentrations, CX-4945 has actually been found to inhibit 12 other kinases with nanomolar
activity, including CLK2 which is inhibited more strongly than CK2α under the same
conditions [97–102]. Due to its high potency and favourable physicochemical properties,
CX-4945 has been used extensively as a CK2 inhibitor, despite still not displaying the
desired selectivity [46,103–106]. Unlike AZ-7h, CX-4945 was found to be orally bioavailable
(ranging from 20–51% across species), representing a great advance in the field [97].
CX-4945 has also been seen to supress DNA damage repair-related elements when
complexed with cisplatin-like constructs as a prodrug. The CX-4945-Pt(IV) prodrugs, CX-
4945-cisplatin-Cl and CX-4945-DN604-Cl, had superior cytotoxicity to both cisplatin and
the improved cisplatin-analogue DN604 and they were able to reverse drug resistance [107].
As a result of this promising behaviour, CX-4945 is currently in phase II clinical trials for the
treatment of Cholangiocarcinoma in combination with cisplatin and gemcitabine [45,57].
A structure-activity relationship study on CX-4945 led to the development of CX-5011
and CX-5279 (Figure 7) which both contain a pyrimidine ring in place of the pyridine of
CX-4945 [108]. Most promisingly, both compounds show a much greater specificity than
CX-4945, with Gini coefficients of 0.735, 0.755 and 0.615 for CX-5011, CX-5279 and CX-4945,
respectively (panel of 102 kinases); the improved Gini coefficients represent the lower
activity of the compounds against other protein kinases. For example, the strong inhibition
of CX-4945 for PIM1 (IC50 = 216 nM) is less marked for the two follow-up compounds
(PIM1 IC50 = 2.5 µM and 8.5 µM for CX-5011 and CX-5279, respectively) [109].
Despite these more selective derivatives being identified, CX-4945 is still often seen
as the gold standard of CK2 inhibitors due to its high activity and promising preliminary
results in clinical trials. Nevertheless, its suboptimal selectivity is undesirable when a
chemical probe for CK2 is needed.
Figure 7. Structures of the improved ATP-competitive inhibitors CX-5011 and CX-5279 compared to
CX-4945 [108].
3. Recent Developments
Due to the promiscuity associated with the aforementioned inhibitors, there are
a number of efforts ongoing to identify new series of CK2 ATP-competitive inhibitors.
Some, such as a new series of 1,3-dioxo-2,3-dihydro-1H-indenes (Figure 8), represent novel
scaffolds with moderate affinity for CK2 (micromolar IC50′s) and present the opportunity
for optimisation to develop more potent and selective derivatives [110]. Others report
nanomolar IC50′s in enzymatic assays, such as the 2-benzylidenebenzofuran-3-ones series
of nanomolar inhibitors (Figure 8), but are yet to provide information on their selectivity,
although this work is ongoing [111]. A series of 2-aminothiazole derivatives (Figure 8) with
submicromolar potency were originally thought to be allosteric inhibitors of CK2 but were
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recently shown by Brear et al. to actually bind in the ATP active site [112–114]. Of all the
recently identified inhibitors, three show the most promising results: GO289, SGC-CK2-1
and SRPIN803-rev derivatives (Figure 8) [115,116].
Figure 8. Structures of the most recently developed ATP-competitive CK2 inhibitors: 1,3-dioxo-2,3-
dihydro-1H-indenes, 2-benzylidenebenzofuran-3-ones, 2-aminothiazoles, GO289, SGC-CK2-1 and
SRPIN803-rev derivatives. *IC50 for SGC-CK2-1 is for CK2α’ [110–112,115–117].
Oshima et al. identified GO289 in 2019 through affinity-based target deconvolution.
It is synthesised in four steps (Scheme 7); three steps to install the triazole ring flowed
by condensation of the hydrazine and a benzylic aldehyde [115]. A structure-activity
relationship study on GO289 found that the bromoguaiacol group is essential for activity
whereas the para position of the substituted phenyl ring is modifiable [115].
Scheme 7. Synthesis of GO289. (ai) CS2, KOH, EtOH, 14 h; (aii) NH2NH2·H2O, reflux, 9 h; (aiii)
MeI, KOH, H2O, 14 h; (b) 2-bromo-4-hydroxy-5-methoxybenzaldehyde, AcOH, 100 ◦C, 10 h [115].
GO289 was shown to have very good activity (IC50 = 7 nM) as well as high selectivity
for CK2; the second most inhibited protein, PIM2, is much more weakly inhibited by GO289
than CK2 (PIM2 IC50 = 13 µM). Most interestingly, the X-ray crystal structure of GO289 in
complex with CK2α indicated key interactions between the compound and residues which
are specific to CK2 (V66, V116, H160, M163), and no interactions with the highly conserved
hinge region (Figure 9) [115]. Most CK2 ATP-competitive inhibitors, such as CX-4945,
engage with the hinge region of the protein and these interactions can compensate for the
loss of hydrophobic contacts between inhibitors and other proteins with a V66A mutation
(e.g., DYRK, HIPK, PIM and CLK family kinases) [109,118].
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Figure 9. Binding mode of GO289 with CK2α and key interactions between the inhibitor and the
ATP-site. (a) Structure of GO289 bound in the ATP-site of CK2α (PDB: 6A1C). (b) Interactions
between CK2-specific residues and GO289. The key interacting residues are shown in red, namely
H160, M163, V116 and V66. Hydrogen bond lengths are given in Å.
In 2020, Wells et al. published a structure-activity relationship study on a series of
pyrazolo-pyrimidines based upon AZ-7h, which was discussed earlier [64,95,117]. The
lead compound developed, SGC-CK2-1 (previously compound 24), was synthesised via
acylation of the aniline followed by reduction of the nitro group and coupling with the
pyrazolo-pyrimidine core (Scheme 8) [117]. SGC-CK2-1 showed strong inhibition of both
CK2 catalytic subunits in an intracellular nanoBRET assay on HEK-293 cells; IC50 = 36 nM
and 16 nM for CK2α and CK2α’, respectively while CX-4945, for comparison, had an
IC50 of 45 nM (CK2α’) in this assay. Promisingly, SGC-CK2-1 exhibited much higher
selectivity for CK2 than CX-4945 when tested against a panel of 403 kinases; SGC-CK2-1
inhibited three kinases > 90% at 1 µM (2 of which were CK2α and CK2α’) while CX-4945
inhibited 28 kinases under the same conditions [117]. Curiously, when tested in both
HCT-116 and U-87 MG cells in-house, SGC-CK2-1 showed no antiproliferative activity
(as did also CX-4945, unexpectedly) while showing 1.9 µM and 10 µM IC50′s for the same
cell lines in a 140 cancer cell line panel. Additionally, no caspase 3/7 activation was
observed with SGC-CK2-1 (tested up to 10 µM). The authors suggest that these results
imply that antiproliferative activity exhibited by less selective CK2 inhibitors arises due
to inhibition of off-target kinases as opposed to CK2 inhibition. As CX-4945 also showed
no antiproliferative activity in their cellular assays and the externally run cell panel assay
results are contradictory to this, these results must be investigated further before reliable
conclusions can be drawn [117].
Scheme 8. Synthesis of SGC-CK2-1. (ai) Propinoyl chloride, NEt3; (ii) H2, 10% Pd/C, MeOH; (b)
5-chloro-7-(cyclopropylamino)pyrazolo[1,5-a]pyrimidine-3-carbonitrile, KF, NMP, 140 ◦C [117].
SRPIN803 was previously identified as a dual inhibitor of SRPK1 and CK2, although
it showed 10-fold greater inhibition of CK2 (IC50 = 203 nM and 2.4 µM for CK2 and
SRPK1, respectively) [119]. In 2020, the crystal structure of SRPIN803 in complex with
CK2α revealed that the compound was in the open form (the thiadiazole nitrogen had not
reacted with the nitrile carbon as reported previously) [119]. This led to the renaming of
the open form of the compound as SRPIN803-rev for clarity. A series of derivatives were
subsequently synthesised (synthetic route for lead compound is shown in Scheme 9) and
found to have moderate inhibitory activity against CK2 (IC50 = 0.28 µM for lead compound)
as well as good selectivity (only CK2α inhibited over 50% at 1 µM in a 320-kinase panel)
and cellular activity (DC50 = 12.8 µM, Jurkat cells).
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Scheme 9. Synthesis of lead compound in the series of SRPIN803-rev derivatives. (a) 2-cyanoacetic
acid, trifluoroacetic anhydride, THF, 1 h; (b) 4-hydroxy-3-methoxybenzaldehyde, AcOH, NH4OAc,
MeCN, 90 ◦C, 3 h [116].
These compounds constitute the first CK2 inhibitors reported to protrude from the
active site of the protein on the top of the hinge region (Figure 10), and it is this property
which is believed to aid their selectivity [116]. CK2 has a flexible hinge/αD region which
is capable of assuming a large number of conformations, the most common two in apo
structures being: a closed form, which is seen in the majority of protein kinases [17], and an
open form which is very rare [120]. The authors claim that the SRPIN803-rev derivatives
bind to the open conformation of the hinge/αD region and that it is this binding mode
which provides the superior selectivity of the series compared to the majority of CK2
ATP-competitive inhibitors [116].




Figure 10. Binding mode and key interactions between the most promising SRPIN803-rev deriva-
tive and CK2α. (a) Crystal structure of the lead compound in the series of SRPIN803-rev com-
pounds (compound 4 in the paper) bound to CK2α (PDB: 6RFE). (b) Ribbon depiction of structure 
highlighting the key binding interactions and the unusual binding mode of the compounds: the 
inhibitor protrudes out of the active site past the hinge region. Residues involved in hydrogen 
bonding with the ligand are shown in cyan; residues involved in halogen bonding are shown in 
magenta; bond distances are displayed in Å. 
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sation of their binding modes and selectivity. However, all the newly identified series and 
scaffolds represent an opportunity for the development of potent and selective chemical 
probes with further optimisation. It is interesting to note that half of the newly identified 
scaffolds contain α,β-unsaturated carbonyls (Figure 8) and as such may be capable of re-
acting with a variety of thiols in vivo; thorough investigation of this reactivity should be 
considered before further development of these series. Nevertheless, the number of newly 
developed series, as well as the recent success of GO289, SGC-CK2-1 and the SRPIN803-
rev derivatives, give hope that a highly selective chemical probe for CK2 will be obtainable 
with an ATP-competitive inhibitor in the near future. 
4. Dual Inhibitors 
An alternative approach to the problems of ATP-competitive CK2 inhibitors was 
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showed that the pro-apoptotic activity of TDB was superior to “selective” inhibitors of 
either CK2 or PIM1, which the authors suggest is due to the synergistic effect of simulta-
neous inhibition of CK2 and PIM1. Despite CX-4945 having a greater in vitro potency 
against CK2 than TDB and similar activity against PIM1 (CK2 IC50 = 2.5 nM and 32 nM for 
CX-4945 and TDB, respectively; PIM1 IC50 = 216 nM and 86 nM for CX-4945 and TDB, 
respectively), TDB was found to be more cytotoxic than CX-4945 [122]. 
Chojnacki et al. also published research in 2018 detailing an analogous series of ami-
noalkyl CK2/PIM1 dual inhibitors based on the structure of TBI (Figure 11) [123]. How-
ever, these compounds do not have as favourable binding affinities for CK2α as those 
aforementioned; TDB Ki = 15 nM, 40 nM (CK2α and PIM1, respectively) whereas for the 
lead aminoalkyl-substituted derivative, Ki = 770 nM, 270 nM (CK2α and PIM1, respec-
tively) [122,123]. 
Recently, a similar approach was taken by the Ramos group, this time combining 
CK2 and HDAC inhibition [124,125]. They combined the structure of vorinostat, a known 
selective HDAC inhibitor, with that of DMAT to create a series of dual CK2/HDAC inhib-
itors [124]. Optimisation led to the development of a series of compounds with low mi-
cromolar activity in enzymatic assays as well as low micromolar LC50 values for a variety 
Figure 10. Binding mode and key interactions between the most promising SRPIN803-rev derivative and CK2α. (a) Crystal
structure of the lead compound in the series of SRPIN803-rev compounds (compound 4 in the paper) bound to CK2α
(PDB: 6RFE). (b) Ribbon depiction of structure highlighting the key binding interactions and the unusual binding mode
of the compounds: the inhibitor protrudes out of the active site past the hinge region. Residues involved in hydrogen
bonding with the ligand are shown in cyan; residues involved in halogen bonding are shown in magenta; bond distances
are displayed in Å.
GO289, SGC-CK2-1 and the SRPIN803-rev derivatives are the most active and selective
newly identified CK2 ATP-competitive inhibitors with the most complete characterisation
of their binding modes and selectivity. However, all the newly identified series and
scaffolds represent an opportunity for the development of potent and selective chemical
probes with further optimisation. It is interesting to note that half of the newly identified
scaffolds contain α,β-unsaturated carbonyls (Figure 8) and as such may be capable of
reacting with a variety of thiols in vivo; thorough investigation of this reactivity should be
considered before further development of these series. Nevertheless, the number of newly
developed series, as well as the recent success of GO289, SGC-CK2-1 and the SRPIN803-rev
derivatives, give hope that a highly selective chemical probe for CK2 will be obtainable
with an ATP-competitive inhibitor in the near future.
4. Dual Inhibitors
An alternative approach to the problems of ATP-competitive CK2 inhibitors was taken
by Cozza et al. whereby they utilised the promiscuity of TBI towards other enzymes,
specifically PIM1. The promiscuous activity of TBI was curtailed by functionalisation of
the benzimidazole core with a deoxyribose moiety to form 1-(β-D-2′-deoxyribofuranosyl)-
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4,5,6,7-tetrabromo-1H-benzimidazole (TDB) (Figure 11) [121]. Unlike TBI, TDB is mostly
selective for CK2 and PIM1 (IC50 = 32 nM and 86 nM for CK2 and PIM1, respectively),
although it does also inhibit CLK2 comparably (IC50= 20 nM) [121,122]. Cell testing showed
that the pro-apoptotic activity of TDB was superior to “selective” inhibitors of either CK2 or
PIM1, which the authors suggest is due to the synergistic effect of simultaneous inhibition
of CK2 and PIM1. Despite CX-4945 having a greater in vitro potency against CK2 than
TDB and similar activity against PIM1 (CK2 IC50 = 2.5 nM and 32 nM for CX-4945 and TDB,
respectively; PIM1 IC50 = 216 nM and 86 nM for CX-4945 and TDB, respectively), TDB was
found to be more cytotoxic than CX-4945 [122].
Chojnacki et al. also published research in 2018 detailing an analogous series of
aminoalkyl CK2/PIM1 dual inhibitors based on the structure of TBI (Figure 11) [123].
However, these compounds do not have as favourable binding affinities for CK2α as
those aforementioned; TDB Ki = 15 nM, 40 nM (CK2α and PIM1, respectively) whereas
for the lead aminoalkyl-substituted derivative, Ki = 770 nM, 270 nM (CK2α and PIM1,
respectively) [122,123].
Recently, a similar approach was taken by the Ramos group, this time combining
CK2 and HDAC inhibition [124,125]. They combined the structure of vorinostat, a known
selective HDAC inhibitor, with that of DMAT to create a series of dual CK2/HDAC
inhibitors [124]. Optimisation led to the development of a series of compounds with low
micromolar activity in enzymatic assays as well as low micromolar LC50 values for a
variety of cell lines (Figure 11) [125]. In 2020, the same group published an alternative
series of CK2/HDAC inhibitors in which the DMAT-derived portion of the compounds
was replaced with the much more potent CK2 inhibitor CX-4945. The lead compound
developed, 15c (Figure 11), exhibited significantly greater inhibitory activity against CK2
and HDAC1 than the reference compounds (3.0 and 3.5 times higher activity than CX-
4945 and vorinostat, respectively) as well as micromolar activity in cell-based cytotoxicity
assays [126].
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Figure 11. Structures of dual CK2 inhibitors. TDB and the aminoalkyl derivatives target CK2 and PIM1. DMAT/Vorinostat
conjugates and 15c target CK2 and HDAC [121,123,125,126].
The development of dual functional inhibitors is still in its infancy. Nevertheless,
promising early results suggest that it may be a viable strategy to utilise the promiscuity
of CK2 ATP-competitive inhibitors for maximum therapeutic effect. This approach may
result in the development of highly effective anti-proliferative compounds with minimal
off-target effects if the promiscuous activity of the inhibitors can be limite to the desired
kinases; how ver, this strat gy is not widely applicable for the development of chemical
probes as the observed effects of the compounds will depend upon the combined functions
of the kinases targeted.
5. Bi-Substrate Inhibitors
Another method for CK2 inhibiti n combines both ATP- and substrate-competitive
inhibitors to give bi-substrate inhibitors. Bi-substrate inhibitors are made up of two
distinct moieties: typically, an ATP-site inhibiting fragment for protein kinases and a motif
resembling a substrate of the enzyme [127]. These inhibitors are discussed in detail in a
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recent review of non-ATP-competitive CK2 inhibitors and readers are redirected here for a
detailed discussion [128]. For interest, a brief overview will be provided.
The first bi-substrate inhibitor successfully developed was ARC-1502 (Figure 12),
constituting the ATP-competitive inhibitor TBI bound to an acidic peptide [129]. ARC-1502,
had a strong binding affinity for CK2α (Ki = 0.5 nM) alongside good selectivity [129].
However, it is not proteolytically stable or cell permeable, limiting its utility [130]. Subse-
quently, a cell permeable and stable “pro-drug” was developed by use of a peptoid chain
and masking of the aspartic acid side chains with acetoxymethyl esters to give ARC-1859
(Figure 12), which was shown to be active in cells [130].
In 2017, the bi-substrate inhibitor ARC-1513-5O (Figure 12) was developed which uses
CX-4945 as the ATP-competitive inhibitor. Despite showing picomolar binding to CK2,
ARC-1513-5O showed only moderate selectivity, highlighting the need to use a selective
ATP-site inhibiting portion of the molecule to gain a selective bi-substrate inhibitor [131].




Figure 12. Structures of bi-substrate inhibitors of CK2: ARC-1502, ARC-1859, ARC-1513-5O and 
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Pietsch et al. recently developed ARC-3140 (Figure 12) which utilises tetraiodoben-
zimidazole as the ATP-site inhibitor. ARC-3140 has picomolar binding to CK2 but was 
shown to also bind at two other locations on CK2α [132]. 
The handful of bi-substrate inhibitors developed thus far are proof that the strategy 
is possible. However, the compounds need further development and analysis before they 
can be truly effective chemical probes. In particular, the selectivity profiles of the com-
pounds need to be evaluated in detail. It is probable that the selectivity of the molecule 
will be determined by the most potent portion of the molecule. Therefore, for this strategy 
to produce highly selective compounds, the selectivity of ATP-competitive inhibitors 
must be enhanced, or the affinity of substrate-competitive inhibitors must be increased. 
Additionally, none of the crystal structures reported to date have well defined density 
arising from the substrate binding site portion of the molecule [132]. Overcoming this is-
sue and obtaining a well-defined crystal structure for such compounds would aid future 
development and facilitate structure-guided design. 
6. Inhibitors Extending Outside of the ATP-Site 
An allosteric inhibitor developed by the Hyvönen and Spring groups was found to 
bind in the recently discovered αD pocket of CK2 with a Kd of 270 μM but no inhibition 
of CK2 was observed [102]. Due to the proximity of the αD pocket to the ATP-site, the 
compound was linked to a fragment that bound weakly to the ATP-site with the rationale 
that selectivity for CK2 could be achieved as the majority of the binding affinity of the 
compound would arise from the allosteric portion of the molecule which binds in the 
poorly conserved αD pocket. The resulting compound, CAM4066, synthesized as outlined 
in Figure 13, showed subnanomolar activity in enzymatic assays and low micromolar 
Figure 12. Structures of bi-substrate inhibitors of CK2: ARC-1502, ARC-1859, ARC-1513-5O and
ARC-3140 [129–132].
Pietsch et al. recently developed ARC-3140 (Figure 12) which utilises tetraiodoben-
zimidazole as the ATP-site inhibitor. ARC-3140 has picomolar binding to CK2 but was
shown to also bind at two other locations on CK2α [132].
The handful of bi-substrate inhibitors developed thus far are proof that the strategy is
possible. However, the compounds eed further development and a alysis before they can
be truly effective chemical probes. In particul r, the selectivity profiles of th c mpounds
need to be valuated in detail. It is probable th t the selectivity of the mol cule will
be det rmined by the most po ent porti n f the molecule. Ther fore, for this trategy
to produce highly selective compounds, the selectivity of ATP-competi ve inhibitors
must be enhanced, or the affinity of substrate-competitive inhibitors must be increased.
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Additionally, none of the crystal structures reported to date have well defined density
arising from the substrate binding site portion of the molecule [132]. Overcoming this
issue and obtaining a well-defined crystal structure for such compounds would aid future
development and facilitate structure-guided design.
6. Inhibitors Extending Outside of the ATP-Site
An allosteric inhibitor developed by the Hyvönen and Spring groups was found to
bind in the recently discovered αD pocket of CK2 with a Kd of 270 µM but no inhibition
of CK2 was observed [102]. Due to the proximity of the αD pocket to the ATP-site, the
compound was linked to a fragment that bound weakly to the ATP-site with the rationale
that selectivity for CK2 could be achieved as the majority of the binding affinity of the
compound would arise from the allosteric portion of the molecule which binds in the
poorly conserved αD pocket. The resulting compound, CAM4066, synthesized as outlined
in Figure 13, showed subnanomolar activity in enzymatic assays and low micromolar
cellular activity (Kd = 320 nM, IC50 = 370 nM, and a GI50 of 8.8 µM (for the methyl-ester
prodrug)) [102,133]. Most promisingly, CAM4066 was shown to be selective with a Gini
coefficient of 0.82 (52 kinase panel, 2 µM CAM4066) [102]. The high selectivity combined
with the promising biological results of CAM4066 suggests that the unique binding mode
of the molecule (Figure 13) is an effective strategy to obtain both strong inhibition of activity
and selectivity amongst the kinome when developing protein kinase inhibitors and, thus,
it may represent a promising design strategy to be applied to other kinases.
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Figure 13. (a) Structure of CAM4066 bound to CK2α, spanning the αD pocket and the ATP-site (PDB: 5CU3). (b) Synthesis
of CAM4066; (ai) boc-β-Ala, DCC, DMAP, CH2Cl2, 16 h; (aii) TFA/CH2Cl2, 30 min; (bi) boc-β-Ala, HATU, DMAP, DMF,
16 h; (bii) TFA/CH2Cl2, 30 min; (ci) 2-chloro-[1,1′-biphenyl]-4-carbaldehyde, Na(AcO)3BH, Et3N, MeOH, 18 h; (cii) LiOH,
H2O/THF, 2 h; (ciii) 4 M HCl in dioxane, 10 min [102].
7. Conclusions
Despite their diverse and numerous roles in biology, protein kinases are a tight-knit
family of enzymes. This poses numerous challenges for scientists trying to modulate
their activity to decipher their specific roles and interactions, and for pharmaceutical
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development. ATP-competitive inhibitors are one of the most explored set of compounds
via which to modulate their activities yet, due to the highly conserved nature of the ATP-
active site amongst the kinome, they are often plagued by poor selectivity and off-target
effects. This is true for the protein kinase CK2, for which a truly selective, highly potent
and cell permeable ATP-competitive inhibitor is yet to be developed. However, continued
research in the field, optimisation of existing inhibitors and the identification of novel
scaffolds and series of compounds is providing hope that a good chemical probe will be
obtained in the near future. Additionally, three alternative strategies are being used to
try and circumvent the issues typically observed with ATP-competitive inhibitors: dual
functional inhibitors, bi-substrate inhibitors and the combination of allosteric and ATP-site
inhibitors. Although the fields are in their infancy, all three show encouraging initial results
and, as such, may represent promising strategies to be applied to the modulation of a
variety of other protein kinases.
In this review, we have described the challenges associated with developing ATP-
competitive protein kinase inhibitors, utilising the kinase CK2 as an example; downfalls of
historical CK2 inhibitors were highlighted, alongside an overview of the new discoveries
in the field over the past eight years, including alternative strategies for inhibition utilising
the ATP active site. Although a fully selective ATP-competitive probe for CK2 has yet to be
identified, recent advances in the field put the end in sight, and it is hoped that the pitfalls
and successes observed for CK2 inhibitors may provide inspiration for the development
of effective modulators of other protein kinases for application in biochemistry, chemical
biology and drug development.
Author Contributions: Conceptualization, E.L.A. and J.I.; software, E.A.Z.; formal analysis, E.A.Z.
and P.D.B.; investigation, E.L.A.; data curation, E.A.Z.; writing—original draft preparation, E.L.A., J.I.;
writing—review and editing, E.L.A., J.I., P.D.B., M.H. and D.R.S.; visualization, E.L.A.; supervision,
D.R.S. and M.H. All authors have read and agreed to the published version of the manuscript.
Funding: D.R.S. acknowledges support from the Engineering and Physical Sciences Research Council
(EP/P020291/1).
Institutional Review Board Statement: Not applicable.
Informed Consent Statement: Not applicable.
Data Availability Statement: Data sharing not applicable.
Conflicts of Interest: The authors declare no conflict of interest.
References
1. Kannaiyan, R.; Mahadevan, D. A comprehensive review of protein kinase inhibitors for cancer therapy. Expert Rev. Anticancer
Ther. 2018, 18, 1249–1270. [CrossRef] [PubMed]
2. Cohen, P. The origins of protein phosphorylation. Nat. Cell Biol. 2002, 4, E127–E130. [CrossRef] [PubMed]
3. Endicott, J.A.; Noble, M.E.M.; Johnson, L.N. The Structural Basis for Control of Eukaryotic Protein Kinases. Annu. Rev. Biochem.
2012, 81, 587–613. [CrossRef] [PubMed]
4. Johnson, L.N. Protein kinase inhibitors: Contributions from structure to clinical compounds. Q. Rev. Biophys. 2009, 42, 1–40.
[CrossRef]
5. Zhang, J.; Yang, P.L.; Gray, N.S. Targeting cancer with small molecule kinase inhibitors. Nat. Rev. Cancer 2009, 9, 28–39. [CrossRef]
6. Carles, F.; Bourg, S.; Meyer, C.; Bonnet, P. PKIDB: A curated, annotated and updated database of protein kinase inhibitors in
clinical trials. Molecules 2018, 23, 908. [CrossRef]
7. Bournez, C.; Carles, F.; Peyrat, G.; Aci-Sèche, S.; Bourg, S.; Meyer, C.; Bonnet, P. Comparative assessment of protein kinase
inhibitors in public databases and in PKIDB. Molecules 2020, 25, 3226. [CrossRef]
8. Yang, C.-Y.; Chang, C.-H.; Yu, Y.-L.; Lin, T.-C.E.; Lee, S.-A.; Yen, C.-C.; Yang, J.-M.; Lai, J.-M.; Hong, Y.-R.; Tseng, T.-L.; et al.
PhosphoPOINT: A comprehensive human kinase interactome and phospho-protein database. Bioinformatics 2008, 24, i14–i20.
[CrossRef]
9. Johnson, L.N.; Lewis, R.J. Structural basis for control by phosphorylation. Chem. Rev. 2001, 101, 2209–2242. [CrossRef]
10. Lander, E.S.; Linton, L.M.; Birren, B.; Nusbaum, C.; Zody, M.C.; Baldwin, J.; Devon, K.; Dewar, K.; Doyle, M.; FitzHugh, W.; et al.
Initial sequencing and analysis of the human genome. Nature 2001, 409, 860–921. [CrossRef]
Molecules 2021, 26, 1977 20 of 24
11. Manning, G.; Whyte, D.B.; Martinez, R.; Hunter, T.; Sudarsanam, S. The protein kinase complement of the human genome. Science
2002, 298, 1912–1934. [CrossRef]
12. Subramani, S.; Jayapalan, S.; Kalpana, R.; Natarajan, J. HomoKinase: A Curated Database of Human Protein Kinases. ISRN
Comput. Biol. 2013, 2013, 1–5. [CrossRef]
13. Schwartz, P.A.; Murray, B.W. Protein kinase biochemistry and drug discovery. Bioorg. Chem. 2011, 39, 192–210. [CrossRef]
14. Liao, J.J. Lou Molecular recognition of protein kinase binding pockets for design of potent and selective kinase inhibitors. J. Med.
Chem. 2007, 50, 409–424. [CrossRef]
15. Huse, M.; Kuriyan, J. The conformational plasticity of protein kinases. Cell 2002, 109, 275–282. [CrossRef]
16. Bossemeyer, D. Protein kinases—Structure and function. FEBS Lett. 1995, 369, 57–61. [CrossRef]
17. Kornev, A.P.; Taylor, S.S. Defining the conserved internal architecture of a protein kinase. Biochim. Biophys. Acta Proteins Proteom.
2010, 1804, 440–444. [CrossRef]
18. Karaman, M.W.; Herrgard, S.; Treiber, D.K.; Gallant, P.; Atteridge, C.E.; Campbell, B.T.; Chan, K.W.; Ciceri, P.; Davis, M.I.; Edeen,
P.T.; et al. A quantitative analysis of kinase inhibitor selectivity. Nat. Biotechnol. 2008, 26, 127–132. [CrossRef]
19. Huang, D.; Zhou, T.; Lafleur, K.; Nevado, C.; Caflisch, A. Kinase selectivity potential for inhibitors targeting the ATP binding site:
A network analysis. Bioinformatics 2010, 26, 198–204. [CrossRef]
20. Urich, R.; Wishart, G.; Kiczun, M.; Richters, A.; Tidten-Luksch, N.; Rauh, D.; Sherborne, B.; Wyatt, P.G.; Brenk, R. De Novo design
of protein kinase inhibitors by in silico identification of hinge region-binding fragments. ACS Chem. Biol. 2013, 8, 1044–1052.
[CrossRef]
21. Tamaoki, T.; Nomoto, H.; Takahashi, I.; Kato, Y.; Morimoto, M.; Tomita, F. Staurosporine, a potent inhibitor of phospholipid
Ca++dependent protein kinase. Biochem. Biophys. Res. Commun. 1986, 135, 397–402. [CrossRef]
22. Davies, S.P.; Reddy, H.; Caivano, M.; Cohen, P. Specificity and mechanism of action of some commonly used protein kinase
inhibitors. Biochem. J. 2000, 351, 95–105. [CrossRef] [PubMed]
23. Bishop, A.C.; Ubersax, J.A.; Pøtsch, D.T.; Matheos, D.P.; Gray, N.S.; Blethrow, J.; Shimizu, E.; Tsien, J.Z.; Schultz, P.G.; Rose, M.D.;
et al. A chemical switch for inhibitor-sensitive alleles of any protein kinase. Nature 2000, 407, 395–401. [CrossRef] [PubMed]
24. Garske, A.L.; Peters, U.; Cortesi, A.T.; Perez, J.L.; Shokat, K.M. Chemical genetic strategy for targeting protein kinases based on
covalent complementarity. Proc. Natl. Acad. Sci. USA 2011, 108, 15046–15052. [CrossRef]
25. Roskoski, R. Properties of FDA-approved small molecule protein kinase inhibitors: A 2020 update. Pharmacol. Res. 2020, 152,
104609. [CrossRef]
26. Blair, H.A. Fedratinib: First Approval. Drugs 2019, 79, 1719–1725. [CrossRef]
27. Lamb, Y.N. Pexidartinib: First Approval. Drugs 2019, 79, 1805–1812. [CrossRef]
28. Montazeri, K.; Bellmunt, J. Erdafitinib for the treatment of metastatic bladder cancer. Expert Rev. Clin. Pharmacol. 2020, 13, 1–6.
[CrossRef]
29. Entrectinib OK’d for Cancers with NTRK Fusions, NSCLC. Cancer Discov. 2019, 9, OF2. [CrossRef]
30. Loriot, Y.; Necchi, A.; Park, S.H.; Garcia-Donas, J.; Huddart, R.; Burgess, E.; Fleming, M.; Rezazadeh, A.; Mellado, B.; Varlamov, S.;
et al. Erdafitinib in Locally Advanced or Metastatic Urothelial Carcinoma. N. Engl. J. Med. 2019, 381, 338–348. [CrossRef]
31. Menichincheri, M.; Ardini, E.; Magnaghi, P.; Avanzi, N.; Banfi, P.; Bossi, R.; Buffa, L.; Canevari, G.; Ceriani, L.; Colombo, M.; et al.
Discovery of Entrectinib: A New 3-Aminoindazole As a Potent Anaplastic Lymphoma Kinase (ALK), c-ros Oncogene 1 Kinase
(ROS1), and Pan-Tropomyosin Receptor Kinases (Pan-TRKs) inhibitor. J. Med. Chem. 2016, 59, 3392–3408. [CrossRef]
32. Kobe, B.; Kampmann, T.; Forwood, J.K.; Listwan, P.; Brinkworth, R.I. Substrate specificity of protein kinases and computational
prediction of substrates. Biochim. Biophys. Acta Proteins Proteom. 2005, 1754, 200–209. [CrossRef]
33. Hanks, S.K.; Hunter, T. The eukaryotic protein kinase superfamily: Kinase (catalytic) domain structure and classification 1. FASEB
J. 1995, 9, 576–596. [CrossRef]
34. Niefind, K.; Yde, C.W.; Ermakova, I.; Issinger, O.-G. Evolved to Be Active: Sulfate Ions Define Substrate Recognition Sites of
CK2α and Emphasise its Exceptional Role within the CMGC Family of Eukaryotic Protein Kinases. J. Mol. Biol. 2007, 370, 427–438.
[CrossRef]
35. Cozza, G.; Bortolato, A.; Moro, S. How Druggable Is Protein Kinase CK2? Med. Res. Rev. 2010, 30, 419–462. [CrossRef]
36. Filhol, O.; Cochet, C.; Niefind, K.; Raaf, J.; Issinger, O.-G.; Filhol, O.; Cochet, C.; Trembley, J.H.; Wang, G.; Unger, G.; et al. Protein
Kinase CK2 in Health and Disease. Cell. Mol. Life Sci. 2009, 66, 1830–1839. [CrossRef]
37. Ahmad, K.A.; Wang, G.; Unger, G.; Slaton, J.; Ahmed, K. Protein kinase CK2—A key suppressor of apoptosis. Adv. Enzyme Regul.
2008, 48, 179–187. [CrossRef]
38. Sarno, S.; Ghisellini, P.; Pinna, L.A. Unique Activation Mechanism of Protein Kinase CK2. J. Biol. Chem. 2002, 277, 22509–22514.
[CrossRef]
39. Daya-Makin, M.; Sanghera, J.S.; Mogentale, T.L.; Lipp, M.; Parchomchuk, J.; Hogg, J.C.; Pelech, S.L. Activation of a Tumor-
associated Protein Kinase (p40TAK) and Casein Kinase 2 in Human Squamous Cell Carcinomas and Adenocarcinomas of the
Lung. Cancer Res. 1994, 54, 2262–2268.
40. Pistorius, K.; Seitz, G.; Remberger, K.; Issinger, O.G. Differential CKII Activities in Human Colorectal Mucosa, Adenomas and
Carcinomas. Oncol. Res. Treat. 1991, 14, 256–260. [CrossRef]
41. Jin, S.K.; Ju, I.E.; Cheong, J.W.; Ae, J.C.; Jin, K.L.; Woo, I.Y.; Yoo, H.M. Protein kinase CK2α as an unfavorable prognostic marker
and novel therapeutic target in acute myeloid leukemia. Clin. Cancer Res. 2007, 13, 1019–1028. [CrossRef]
Molecules 2021, 26, 1977 21 of 24
42. Trembley, J.H.; Wang, G.; Unger, G.; Slaton, J.; Ahmed, K. CK2: A key player in cancer biology. Cell. Mol. Life Sci. 2009, 66,
1858–1867. [CrossRef]
43. Brear, P.; North, A.; Iegre, J.; Hadje Georgiou, K.; Lubin, A.; Carro, L.; Green, W.; Sore, H.F.; Hyvönen, M.; Spring, D.R. Novel
non-ATP competitive small molecules targeting the CK2 α/β interface. Bioorg. Med. Chem. 2018, 26, 3016–3020. [CrossRef]
44. Ahmad, K.A.; Wang, G.; Ahmed, K. Molecular Cancer Research. Mol. Cancer Res. 2006, 2, 712–721. [CrossRef]
45. Marschke, R.F.; Borad, M.J.; McFarland, R.W.; Alvarez, R.H.; Lim, J.K.; Padgett, C.S.; Von Hoff, D.D.; O’Brien, S.E.; Northfelt, D.W.
Findings from the phase I clinical trials of CX-4945, an orally available inhibitor of CK2. J. Clin. Oncol. 2011, 29, 3087. [CrossRef]
46. Bouhaddou, M.; Memon, D.; Meyer, B.; White, K.M.; Rezelj, V.V.; Correa Marrero, M.; Polacco, B.J.; Melnyk, J.E.; Ulferts, S.; Kaake,
R.M.; et al. The Global Phosphorylation Landscape of SARS-CoV-2 Infection. Cell 2020, 182, 685–712.e19. [CrossRef]
47. Gordon, D.E.; Jang, G.M.; Bouhaddou, M.; Xu, J.; Obernier, K.; White, K.M.; O’Meara, M.J.; Rezelj, V.V.; Guo, J.Z.; Swaney, D.L.;
et al. A SARS-CoV-2 protein interaction map reveals targets for drug repurposing. Nature 2020, 583, 459–468. [CrossRef]
48. Seetoh, W.G.; Abell, C. Disrupting the Constitutive, Homodimeric Protein-Protein Interface in CK2β Using a Biophysical
Fragment-Based Approach. J. Am. Chem. Soc. 2016, 138, 14303–14311. [CrossRef]
49. Pinna, L.A. Protein kinase CK2: A challenge to canons. J. Cell Sci. 2002, 115, 3873–3878. [CrossRef]
50. Siddiqui-Jain, A.; Drygin, D.; Streiner, N.; Chua, P.; Pierre, F.; O’brien, S.E.; Bliesath, J.; Omori, M.; Huser, N.; Ho, C.; et al.
CX-4945, an orally bioavailable selective inhibitor of protein kinase CK2, inhibits prosurvival and angiogenic signaling and
exhibits antitumor efficacy. Cancer Res. 2010, 70, 10288–10298. [CrossRef]
51. Niefind, K.; Guerra, B.; Pinna, L.A.; Issinger, O.G.; Schomburg, D. Crystal structure of the catalytic subunit of protein kinase CK2
from Zea mays at 2.1 Å resolution. EMBO J. 1998, 17, 2451–2462. [CrossRef] [PubMed]
52. Sarno, S.; Pinna, L.A. Protein kinase CK2 as a druggable target. Mol. Biosyst. 2008, 4, 889–894. [CrossRef] [PubMed]
53. Sarno, S.; Salvi, M.; Battistutta, R.; Zanotti, G.; Pinna, L.A. Features and potentials of ATP-site directed CK2 inhibitors. Biochim.
Biophys. Acta Proteins Proteom. 2005, 1754, 263–270. [CrossRef] [PubMed]
54. Ruzzene, M.; Pinna, L.A. Addiction to protein kinase CK2: A common denominator of diverse cancer cells? Biochim. Biophys.
Acta Proteins Proteom. 2010, 1804, 499–504. [CrossRef]
55. Batool, M.; Ahmad, B.; Choi, S. A structure-based drug discovery paradigm. Int. J. Mol. Sci. 2019, 20, 2783. [CrossRef]
56. Swinney, D.C.; Anthony, J. How were new medicines discovered? Nat. Rev. Drug Discov. 2011, 10, 507–519. [CrossRef]
57. Study of CX-4945 in Combination with Gemcitabine and Cisplatin for Frontline Treatment of Cholangiocarcinoma—Full Text
View—ClinicalTrials.gov. Available online: https://clinicaltrials.gov/ct2/show/NCT02128282 (accessed on 30 October 2020).
58. Cozza, G.; Pinna, L.; Moro, S. Kinase CK2 Inhibition: An Update. Curr. Med. Chem. 2013, 20, 671–693. [CrossRef]
59. Zandomenig, R.; Carrera Zandomenil, M.; Shugars, D.; Weinmannst, R. Casein Kinase Type II Is Involved in the Inhibition by
5,6-Dichloro-1-,8-D-ribofuranosylbenzimidazole of Specific RNA Polymerase I1 Transcription. J. Biol. Chem. 1986, 261, 3414–3419.
[CrossRef]
60. Sarno, S.; De Moliner, E.; Ruzzene, M.; Pagano, M.A.; Battistutta, R.; Bain, J.; Fabbro, D.; Schoepfer, J.; Elliott, M.; Furet, P.; et al.
Biochemical and three-dimensional-structural study of the specific inhibition of protein kinase CK2 by [5-oxo-5,6-dihydroindolo-
(1,2-a)quinazolin-7-yl]acetic acid (IQA). Biochem. J. 2003, 374, 639–646. [CrossRef]
61. Yim, H.; Lee, C.H.; Lee, Y.H.; Lee, S.K. Emodin, an Anthraquinone Derivative Isolated from the Rhizomes of Rheum palmatum,
Selectively Inhibits the Activity of Casein Kinase II as a Competitive Inhibitor. Planta Med. 1999, 65, 9–13. [CrossRef]
62. Meggio, F.; Pagano, M.A.; Moro, S.; Zagotto, G.; Ruzzene, M.; Sarno, S.; Cozza, G.; Bain, J.; Elliott, M.; Deana, A.D.; et al. Inhibition
of protein kinase CK2 by condensed polyphenolic derivatives. An in vitro and in vivo study. Biochemistry 2004, 43, 12931–12936.
[CrossRef]
63. Nie, Z.; Perretta, C.; Erickson, P.; Margosiak, S.; Almassy, R.; Lu, J.; Averill, A.; Yager, K.M.; Chu, S. Structure-based design,
synthesis, and study of pyrazolo[1,5-a][1,3,5]triazine derivatives as potent inhibitors of protein kinase CK2. Bioorg. Med. Chem.
Lett. 2007, 17, 4191–4195. [CrossRef]
64. Dowling, J.E.; Chuaqui, C.; Pontz, T.W.; Lyne, P.D.; Larsen, N.A.; Block, M.H.; Chen, H.; Su, N.; Wu, A.; Russell, D.; et al. Potent
and selective inhibitors of CK2 kinase identified through structure-guided hybridization. ACS Med. Chem. Lett. 2012, 3, 278–283.
[CrossRef]
65. Vangrevelinghe, E.; Zimmermann, K.; Schoepfer, J.; Portmann, R.; Fabbro, D.; Furet, P. Discovery of a potent and selective protein
kinase CK2 inhibitor by high-throughput docking. J. Med. Chem. 2003, 46, 2656–2662. [CrossRef]
66. Tamm, I.; Folkers, K.; Shunk, C.H.; Horsfall, F.L. Inhibition of influenza virus multiplication by N-glycosides of benzimidazoles-N.
J. Exp. Med. 1954, 99, 227–250. [CrossRef]
67. Bookser, B.C.; Raffaele, N.B. High-throughput five minute microwave accelerated glycosylation approach to the synthesis of
nucleoside libraries. J. Org. Chem. 2007, 72, 173–179. [CrossRef]
68. Meggio, F.; Shugar, D.; Pinna, L.A. Ribofuranosyl-benzimidazole derivatives as inhibitors of casein kinase-2 and casein kinase-1.
Eur. J. Biochem. 1990, 187, 89–94. [CrossRef]
69. Raaf, J.; Brunstein, E.; Issinger, O.-G.; Niefind, K. The CK2α/CK2β Interface of Human Protein Kinase CK2 Harbors a Binding
Pocket for Small Molecules. Chem. Biol. 2008, 15, 111–117. [CrossRef]
70. Szyszka, R.; Grankowski, N.; Felczak, K.; Shugar, D. Halogenated Benzimidazoles and Benzotriazoles as Selective Inhibitors of
Protein Kinases CK-I and CK-II from Saccharomyces Cerevisiae and Other Sources. Biochem. Biophys. Res. Commun. 1995, 208,
418–424. [CrossRef]
Molecules 2021, 26, 1977 22 of 24
71. Wiley, R.H.; Hussung, K.F. Halogenated Benzotriazoles. J. Am. Chem. Soc. 1957, 79, 4395–4400. [CrossRef]
72. Sarno, S.; Reddy, H.; Meggio, F.; Ruzzene, M.; Davies, S.P.; Donella-Deana, A.; Shugar, D.; Pinna, L.A. Selectivity of 4,5,6,7-
tetrabromobenzotriazole, an ATP site-directed inhibitor of protein kinase CK2 (‘casein kinase-2′). FEBS Lett. 2001, 496, 44–48.
[CrossRef]
73. Bain, J.; Plater, L.; Elliott, M.; Shpiro, N.; Hastie, C.J.; Mclauchlan, H.; Klevernic, I.; Arthur, J.S.C.; Alessi, D.R.; Cohen, P. The
selectivity of protein kinase inhibitors: A further update. Biochem. J. 2007, 408, 297–315. [CrossRef]
74. Pagano, M.A.; Bain, J.; Kazimierczuk, Z.; Sarno, S.; Ruzzene, M.; Di Maira, G.; Elliott, M.; Orzeszko, A.; Cozza, G.; Meggio, F.;
et al. The selectivity of inhibitors of protein kinase CK2: An update. Biochem. J. 2008, 415, 353–365. [CrossRef]
75. DePierre, J.W. Mammalian Toxicity of Organic Compounds of Bromine and Iodine. In Organic Bromine and Iodine Compounds. The
Handbook of Environmental Chemistry; Springer: Berlin/Heidelberg, Germany, 2003; Volume 3R, pp. 205–251. [CrossRef]
76. Vilela, B.; Nájar, E.; Lumbreras, V.; Leung, J.; Pagès, M. Casein kinase 2 negatively regulates abscisic acid-activated SnRK2s in the
core abscisic acid-signaling module. Mol. Plant 2015, 8, 709–721. [CrossRef]
77. Treharne, K.J.; Xu, Z.; Chen, J.H.; Best, O.G.; Cassidy, D.M.; Gruenert, D.C.; Hegyi, P.; Gray, M.A.; Sheppard, D.N.; Kunzelmann,
K.; et al. Inhibition of protein kinase CK2 closes the CFTR Cl channel, but has no effect on the cystic fibrosis mutant ∆f508-CFTR.
Cell. Physiol. Biochem. 2009, 24, 347–360. [CrossRef] [PubMed]
78. Chapman, J.R.; Jackson, S.P. Phospho-dependent interactions between NBS1 and MDC1 mediate chromatin retention of the MRN
complex at sites of DNA damage. EMBO Rep. 2008, 9, 795–801. [CrossRef]
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